SUMMARY A new direct fluorescent antibody reagent, Monofluor, was evaluated for detecting Chlamydia trachomatis in fresh specimens. Monofluor was compared with MicroTrak and with cultivation in McCoy cells. Both direct systems were slightly less sensitive than culture, but no significant differences in specificity or sensitivity were noted between culture, Monofluor, or MicroTrak results.
Jefferson Davis Hospital in Houston, Texas, from 13 May to 6 June 1986. Eight patients were white, 21 hispanic, and 87 black. Most were indigent and lived in the inner city. Ninety three were attending the clinic for family planning counselling and yearly pelvic examination or for postpartum examinations.
COLLECTING AND PROCESSING SPECIMENS
Two endocervical specimens were collected from each patient on sterile calcium alginate swabs after the tip of the cervix had been cleansed of vaginal discharge and debris with a large cotton tipped applicator. The first swab was used to make smears ofthe sample within the perimeter of two circular areas (wells) located at opposite ends of a glass slide, one end of which was frosted. The slide was allowed to air dry and then fixed in absolute methanol for 10 minutes. It was removed from the methanol, allowed to air dry, fixed, and frozen at -70°C. Slides were stained in batches of 20 within one week after preparation.
A second swab was placed in chlamydial transport medium and kept refrigerated (at 2-8°C) until delivered to the laboratory within 18 hours. On receipt in the laboratory, each transport tube was vortexed for 30 seconds to remove cellular material from the swab. Excess moisture was removed from the swab by pressing it against the side of the tube as it was withdrawn. The swab was then discarded. The tubes were centrifuged at 800 x g for five minutes to remove debris. The overlay medium was removed from commercially prepared McCoy cell monolayers grown on cover slips contained in 1 fluid dram (3.7 ml) vials. A 0.5 ml volume of the inoculum was added, the vials were centrifuged for one hour Five specimens were negative by culture and positive by both MicroTrak and Monofluor. Four of these contained fewer than 10 elementary bodies and the fifth contained 10-100 elementary bodies. Table 2 shows that, if these five specimens were considered to be true positives (false negative by culture), the sensitivity ofculture would be 84%, that ofMonofluor 75%, and that of MicroTrak 81 %. The specificity and predictive value ofa positive result by all three systems would then be 100%. The predictive values of a We found that the Monofluor reagent was only slightly less sensitive than the MicroTrak reagent compared with culture results. The other variables considered (specificity and predictive value of positive or negative results) were nearly equal. Both manufacturers recommend that 10 elementary bodies should be seen after staining the specimen directly for a result to be considered positive. We found, however, that the size, shape, and colour of elementary bodies stained with either reagent were easily recognised even when present in small numbers. To use 10 as the cutoffpoint would unnecessarily decrease the sensitivity of both tests. Although the technical procedure of Monofluor was as simple as MicroTrak, Monofluor stained specimens were slightly more difficult to interpret because of background fluorescence. This difficulty was overcome with practice, but may prove quite frustrating and fatiguing to technologists not accustomed to reading fluorescence.
The prevalence of infection with C trachomatis imposes the necessity of diagnostic techniques for recognition of that organism even in settings where cultivation is not available. Both fluorescent reagents studied are designed to be interpreted within 40 minutes after collection of the specimen. Slides are usually sent to a laboratory and stained in batches, however, so the results are often not available until after the patient has left. Furthermore, direct antigen detection is reliable in patient populations where the incidence of C trachomatis is high.79 Such settings include sexually transmitted disease (STD) clinics or other large scale screening facilities that may process over 20 specimens a day. As pointed out by other investigators,'3 accurate interpretation of fluorescent Phillips, Faro, Smith, Martens, Riddle, Goodrich stained slides requires well trained microscopists. The efficiency of even the best trained microscopists will diminish with large numbers of slides to read.'4 Consequently, we consider the best setting for direct fluorescent staining to be a high prevalence population of low volume. In those settings Monofluor offers an alternative to the MicroTrak reagent.
